Background: Regarding regenerative medicine for diabetes, accessible sources of Mesenchymal Stem Cells (MSCs) for induction of insular beta cell differentiation may be as important as mastering the differentiation process itself.
Introduction
Type I diabetes is an immunologically-mediated disease with a genetic predisposition and results in the destruction of b-cells in pancreatic islets. Current therapy is based upon the long-life parenteral injection of insulin.
Although other therapeutic approaches such as pancreas or pancreatic islet transplantation may appear attractive, they are hampered by several difficulties (i.e. shortage of solid organs donors, immunosuppression, to avoid immunological rejection and long-lasting complications). Therefore transplantation is seldom used in clinical practice [1, 2] .
Adult stem cells and their manipulation may open new perspectives for a radical therapeutic approach to type I diabetes [3] .
Stem cell (SC) plasticity and their capability of being manipulated to induce differentiation, may allow the in vitro expansion of insulin-producing cells suitable for in vivo transplantation. Therefore, immune-mediated rejection could be avoided if insulin-secreting cells were obtained from the patient's own stem cells. A key issue for future clinical use of conditioned SC is represented by the site of origin that should be easily accessible and allow the harvesting of a stem cell population sufficient for in vitro manipulations and subsequent in vivo engrafting.
To date, several studies have reported experimental data on differentiation, from stem cells of varying origins, to islet-like cells (ILCs) [4] .
Nevertheless, the process for induction of differentiation is not completely understood and may be influenced by different culture conditioning [3] .
With the present study we report our experience on culturing mesenchymal stem cells (MSCs) derived from either pancreatic islets (HI-MSCs) or bone marrow aspirate (BM-MSCs), in a serum-free culture medium of our formulation, resulting in the production of insulin.
It has been demonstrated the presence of human islet-derived precursor cells that exhibit many characteristics of MSC [5] and that could be considered a source of beta-cells ex vivo production. Despite the presence of this resident MSC population in human islets, bone marrow may represent a potential source of MSC that is accessible for SC harvesting, as the hematological widespread transplantation practice demonstrate, especially if compared to pancreatic islets that are difficult to sample and, more relevant, seriously damaged or destroyed in diabetic patients.
We applied proteomic techniques to evaluate whether variations in protein expression in expanded and differentiated HI-MSCs and BM-MSCs are inherent to SC origin or whether they are influenced by the conditioning process.
Proteomic profiling of human pancreatic islet-cells has been reported, [6, 7] with the identification of 66 different proteins, serving as a reference map of human islet cell populations. These data were however at variance with the reported proteomic data on islet cells of murine and rat origin [8, 9] .
A wealth of data, including proteomic studies, using cultured rat insulinoma cells were put forward, and were focused on selected insulin-secreting clones [10] . Sophisticated proteomic data on mouse and rat models of type II diabetes have been reported in the literature [11, 12] .
In addition, a report of the proteomic profile of ovine BMMSCs has been recently described, including comparisons with MSCs from other tissues of origin [13] . Nevertheless, detailed data comparing human MSCs of different origin have yet to be described, and no proteomic data have been reported on HIMSCs. The comparison of the proteomic assets of HI and BMMSCs may unravel similarities and differences correlated to the differentiation process, and it might provide new insights into the conditioning protocols required in order to achieve a stable and robust secretion of insulin.
Results

Characterization of BM-and HI-MSCs
BM-MSC and HI-MSC preparations satisfied the minimal criteria fixed by the International Society for Cellular Therapy to define a population as mesenchymal stromal cells [14, 15] .
Therefore, BM and HI-MSCs were plastic-adherent when maintained in expansion conditions; BM-and HI-MSC preparations expressed CD105, CD73, CD90 and CD29 ( Figure 1 A and B), and they did not express hematopoietic markers, like CD45, CD14 and CD34. Concerning the ability to undergo differentiation into multiple mesenchymal lineages, BM-MSCs efficiently underwent osteogenic, adipogenic and chondrogenic differentiation, whereas HIMSCs efficiently only underwent osteogenic and chondrogenic differentiation ( Figure 2 ). Adipogenic differentiation of HI-MSCs was only observed in rare cells containing lipid droplets.
Effect of culture media in stem cell morphology
To investigate the effect on morphology by the differentiative medium, stem cells from different origins -HI-MSCs and BMMSCs-were cultured with basal medium supplemented with platelet lysate (PL), retinoic acid, activin, GLPI-1, EGF, FGF, beta-cellulin, nicotinamide and glutamine. In this way differentiation of ILCs was induced for 3 weeks. In Figure 3 the undifferentiated MSCs assumed an adherent spindle, fibroblastlike cell morphology (A); they then differentiated to organize small aggregates (B) which led to maturation in islet-like cells (C). Ultrastructural analysis showed that undifferentiated MSCs are characterized by stem cells featuring a ribosome-rich undifferentiated cytoplasm and a bean-shaped nucleus (D); BM-MSC differentiated cells disclose numerous RER cisternae associated with some electron-dense core insulin-like granules (E); and finally, HI-MSC differentiated cells revealed a few secretory granules with a central electron-dense core and a peripheral halo resembling immature insulin-secreting granules (F). In Figure 4 , cytofluorimetric analysis in HI-MSC differentiated cells showed the expression of ILC islet markers such as insulin, C-peptide, PDX-1 and Glut-2 (panel A); in BM-MSC differentiated cells only Glut-2 and insulin were expressed (panel B). Immunofluorescence on coverslips confirms that HI-ILC expressed insulin and PDX-1 (data not shown). ELISA tests on supernatants after 25 mM glucose stimulation (Figure 4 panel C) detected a robust secretion by HI-ILCs and an evident secretion by BM-ILCs. Both results are in the reference range for values from serum of healthy human donors (11-86 pmol/L -confidence interval 95% -). HI-ILCs showed almost a three-fold increase in insulin concentration in comparison to BM-ILCs (30 pmol for HI-ILCs versus 11 pmol for BM-ILCs). No detectable levels were found in HI-MSC and BM-MSC (insulin values below the detection limit of 3 pmol). Data suggest that the obtained ILCs represent a definitive step towards committed b-like cells sensitive to glucose challenge.
Proteomics
Proteins from three independent biological replicas of MSCs and ILCs were extracted and analyzed by 2-DE using a nonlinear gradient of pH 3-10. Resulting gels, stained with Colloidal Coomassie blue G, were quantitatively and statistically analyzed by PDQuest as described above (see Material and Methods). Figure 5 shows representative 2-DE gel images, showing the differentially expressed spots identified in each gel, illustrated by different colors. Overall, we selected spots that were shared or unique in each cell line, and these were excised from gels and subjected to in-gel tryptic digestion and identification by MALDI-TOF, for a total of 315 spots. These proteins corresponded to 72 unique proteins, and in some case the same protein was identified in different spots over the gel (e.g. GRP78 or PDIA1 in Fig. 5 ). Among these 72 proteins, listed in Tables 1, 2, (GRP78, PDA1, CALR, CALU, ACTB, ACTG) displayed significant differences (Table 1) . Comparison between gels revealed evident differences in the qualitative and quantitative proteomic profile between the two populations of MSCs basal lines (panel A and C and Table 2 ). As shown in Figure 5 (panel C), there were 25 most expressed proteins in HI-MSCs; only four of these were shared with BM-MSCs (LMNA, TPM4, HSPB1, YBOX, indicated in blue), and ten were unique for these basal cells (indicated in yellow). Out of the forty proteins visualized in the BM-MSCs gel (panel A), twenty-four were unique for this basal cell population (indicated in green). This was more than twice the number found in HI-MSCs, probably due to a major undifferentiated state of the BM-MSCs compared to a partial committed state of basal HI-MSCs. After the ILCs differentiation (panel B and D and Table 3 ) with the identical conditioning process, a different repertoire of proteins was generated. Both types of ILCs were characterized by three new proteins, APOA1, ATL2 and SODM (indicated in red), while some remained unique to the individual differentiated cells lines. APOA1 was more greatly expressed in HI-ILCs compared to BM-ILCs, a difference that was statistically significant. In particular, new proteins were expressed: fourteen proteins (indicated in light blue) unique to BM-ILCs, and six unique to HI-ILCs (indicated in violet). 2-DE Western blotting for Insulin detected the hormone in both cell populations, confirming the immunological data. Figure 5 (panel E) shows that insulin expression was higher in HI-MSC differentiated cells compared to the BM counterpart.
The comparison of our data with the proteomic reference map of human islet cells [6] is only tentative as different cell lines are present in pancreatic islets.
Nevertheless, several of the proteins identified in HI-ILCs are in accordance with the islet reported data (GAPD, GRP78, HSP 60 ATP beta chain, PDI, Calreticulin and ACTB), while others present in the basal MSCs (like Elongation factor 1, HSP 70 and a-enolase) are lost following induction of differentiation. Other proteins are expressed by conditioned cells and are not found in islet cells. However, a more stringent comparison is hampered by the fact that islet cells from the human pancreas are a composite population of different endocrine cells and not only beta-cells.
Hierarchical Cluster analysis
The expression profiling of the identified proteins (reported in the heat map in Fig. 6 ), underlines the groups of proteins uniquely expressed by the four cell types, as well as those expressed by both stem cell lines or both differentiated cell lines, or all the different cell types. The hierarchical cluster also reveals a marked difference between the proteins expressed by the basal cell lines and the differentiated ones. As indicated by the tree (Figure 6 ), the two cell lines lie on two separated branches, demonstrating that their expression profiles are dissimilar. 
Discussion
In the effort of making SC of different origins suitable for clinical use in human patients, the key role of four genes (OCT4 KLF4 SOX2 and c-Myc) emerged as an effective approach to increasing pluripotency through reprogramming [16, 17] . A recent report described the induction of MSCs from renal mesangial cells by transfection for these factors [18] .
While the reprogramming of MSCs is emerging as a pivotal element, several divergent strategies were developed to limit or avoid harsh manipulations that, although effective, may be prone to side effects, hampering the safety of such interventions.
An innovative approach was utilized by a recent report [19] . The described results rely upon the recognition of the constitutional activation of one or more of the above factors in skinderived SC from the dermal papilla of hair follicles.
Several different strategies and innovative ways were put forward to induce less drastic cellular modifications, based on limited genetic manipulation and controlled expression of transforming factors, [20] such as the use of micro RNAs, and small molecules acting as stimulators or inhibitors of definite signaling pathways that may open new effective approaches [21] .
The inductive role of the microenviroment may also be important in order to achieve maturation to functional beta cells, and may possibly be fully exploited in vivo. Interestingly, in the recent report by Karniel, BM-MSC transfected with rat PDX1 produced insulin in vitro, and showed transcription of human PDX1 when transplanted in kidney capsules of immunodeficient mice [22] . Conditioning by means of a differentiation medium has several limitations. Nevertheless, a more detailed description of protein modifications induced only by culture media conditioning may constitute the basis for a rational and safe manipulation of stem cells derived from different sources.
The search for small molecules that interfere with signalling pathways may open new useful opportunities for clinical usage in several human disease conditions.
Our study was aimed to clarify modification of MSCs of different origin towards pancreatic beta cell differentiation via culture media induction of differentiation.
Modification of the protein asset during these medium-induced modifications may be of interest in order to correlate the regulatory mechanisms acting in the differentiation process. Moreover, it may possibly give an insight into the mediuminduced SCs modifications that would be useful for a better control of cell manipulations through safe and conservative approaches.
Proteomic analysis enhanced the differences in the MSCs related to the site of origin, reflecting spontaneous differentiation and commitment.
The conditioning media produced modifications of protein expression in both basal MSCs, with partially similar results, and a reduction in the number of proteins expressed. It is not surprising that 2-DE analysis failed to detect Insulin, probably due to its low molecular weight (5808 Da) which has also been reported in the literature [9] . Insulin was however, detectable in 2-DE Western blotting from cell populations after differentiation, and in supernatants of ILCs after glucose stimulation, as demonstrated by ELISA analysis.
A limited number of proteins were present in ILCs with b phenotype, and the original controls were PDIA1, PDIA3, GPR78, vimentin, CH60 and triphosphates isomerase. The differentiated cells maintained a proteomic profile restricted to the cell type of origin, and expressed a specific set of new proteins. Three new proteins, APOA1, ATL2 and SODM (indicated in red), were present in both ILC types.
APO A1 is a protein involved in lipid transport and metabolism; it is also a constituent of the cell membrane, and it may have a critical role in beta cells in the regulation of lipid metabolism in tapering fatty acid toxicity towards islet beta-cells [23] . In addition it has been related to chronic glucose stimulation, as seen in an insulinoma cell model, and in diabetes type II [24] .
The role of ATL 2 may be relevant as it belongs to a class of proteins mediators of homotypic fusion of endoplasmic reticulum membranes [25] , and the absence of ATL 1 is involved in the pathogenesis of hereditary spastic paralysis [26] . SODM (mitochondrial superoxide dismutase) is an essential component of the cellular defense mechanism against oxidative stress (ROS), which contributes to the damage to beta cells that plays a role in the pathogenesis of type 2 diabetes [27] .
Besides the morphological similarity with the formation of an ''islet-like'' growth pattern induced by conditioning media, relevant differences of the proteomic asset were still present and, more importantly, while HI-MSCs were induced to secrete insulin and to produce evident secretory granules, conditioned cells derived from BM-MSCs produced only small quantities of insulin and, although formed islet-like agglomerates, maintained a more undifferentiated phenotype, as also determined by transmission electron microscopy.
The conditioning approach, so far, is effective in inducing insulin production by HI-MSCs, and further improvements may be forecast in this direction [22] . As enhanced by hierarchical cluster analysis and well-depicted in the heat map, culture conditioning was able to modify the protein asset of both basal cell lines, but towards apparently divergent differentiation pathways. This phenomenon may underscore the actual limits of a culture conditioning approach that may stimulate some degree of differentiation, but not change the direction of this process. However rational manipulation of culture conditions and the quest for possible inducing molecules might open new perspectives for the use of MSC from easily accessible sources for clinical usage in human pathology.
Materials and Methods
Chemicals and reagents
Liver Digest Medium was purchased from Gibco. Minimum essential medium/endothelial cell basal medium-1 (a-MEM/ EBM), Alizarin Red, Transforming Growth Factor b3 were purchased from Lonza (Basel, Switzerland). Streptomycin, penicillin, protease inhibitors, benzonase, ammonium persulfate (APS), bromophenol blue, glycerol, N,N,N9,N9-tetramethylethylene-diamine (TEMED), sodium dodecyl sulphate (SDS), TRIZMA, urea Approval of the study was obtained from the Center for Molecular Biotechnology Institutional Review Board. BM-MSCs were obtained from Lonza (Basel, Switzerland), cultured and characterized as previously described [15] . In brief, to expand the bone marrow cells, the adherent monolayer was detached by trypsin treatment for 5 minutes at 37uC, after 15 days for the first phase and every 7 days for each successive step. Cells were seeded at a density of 10,000 cells/cm 2 and used during passage six. At each passage, cells were counted and analyzed for immunophenotype by cytofluorimetric analysis.
HI-MSCs, human pancreatic islets were obtained from the laboratory of islet transplantation (San Giovanni Battista Molinette Hospital, Torino). All tissue donors gave written, informed consent (according to procedures approved by Ethical Committee of San Giovanni Battista Hospital) for use of tissues for scientific research. Islets were purified according to Ricordi's protocol [2] from pancreases discarded for transplantation, and digested by treatment for 15 minutes at 37uC with Liver Digest Medium. The obtained suspension was then collected at the bottom of a conical tube by spontaneous precipitation, and the digested islets were transferred to fibronectin-coated T25 flasks in the presence of Minimum essential medium/endothelial cell basal medium-1 (a-MEM/EBM) (3:1) supplemented with penicillin (50 IU/ml), streptomycin (50 mg/ml) and 10% of Foetal Calf Serum. Within 4 days, an islet outgrowth of adherent, monomorphic and spindleshaped cells was observed. Confluence was achieved by day 7-8 when the cell monolayer was detached by trypsin-EDTA treatment. The remnants of the islets were removed by low-speed centrifugation and cells were expanded in the same medium at a concentration of 10,000 cells/cm 2 . At each passage, cells were counted and analyzed for immunophenotype by cytofluorimetric analysis.
The adipogenic, osteogenic and chondrogenic differentiation ability of BM and HI-MSCs was determined as previously described [14] . Briefly, BM-MSC and HI-MSCs were cultured with an Adipogenic differentiation kit for 3 weeks. To evaluate differentiation, cells were fixed with 4% paraformaldehyde for 20 minutes at room temperature, and stained with 0.5% Oil Red O in methanol for 20 minutes at room temperature.
Osteogenic differentiation was assessed by culturing BM-MSCs and HI-MSCs using an Osteogenic differentiation kit. Medium was changed 2 times a week, for 3 weeks. To evaluate differentiation, cells were fixed with 4% paraformaldehyde for 20 minutes and stained with Alizarin Red, pH 4.1 for 20 minutes at room temperature.
MSCs differentiation
For chondrogenic differentiation, 2.5610 5 HI-MSCs and BMMSCs were centrifuged in a 15-ml conical polypropylene tube (Falcon BD Bioscience) at 150 g for 5 minutes and washed twice with DMEM. BM-MSCs and HI-MSCs pellets were cultured using a Chondrogenic differentiation kit supplemented with 10 ng/ml of Transforming Growth Factor b3. Medium was changed every 3 days for 28 days. Pellets were fixed in 4% paraformaldehyde overnight, and paraffin-embedded sections were stained for glycosaminoglycans using 0.1% safranin O and for sulfated proteoglycans with 1% alcian blue.
Flow Cytometry
The following antibodies, all phycoerythrin (PE) or fluorescein isothiocyanate (FITC) conjugated, were used for cytofluorimetric analyses: anti-CD105, -CD29, CD14, -CD31, -CD146, -CD44, -CD90, -CD73, -CD34, -CD45, -CD80, -CD86,-CD166, HLA-I, -CD133; KDR, -HLA-II, -CD40, -CD154 monoclonal antibodies. Mouse IgG isotypic controls were from Dakocytomation.
The following panel of Alexia Fluor conjugated antibodies was used: Insulin, PDX1, GLUT-2. Conjugated antibodies were incubated for 4 minutes in phosphate buffer saline (PBS) with 0.1% of Triton X 100. For each determination at least 10,000 cells were analyzed on a FACSCALIBUR cytometer (BD). Cell Quest (BD) software was used for result evaluation, including dot-plot and percentage of positive cells.
Procedure to differentiate the MSCs populations into ILCs
HI-MSCs and BM-MSCs were cultured by seeding 1610 5 cells in T75 flasks using a EuroMed Human Mesenchymal Stem Cell Kit and grown at 80% of confluence, then differentiated towards b-cells like cells with the following medium: DMEM-low glucose, Platelet Lysate (PL) 5%, retinoic acid 10 mM (for 24 hours only), Activin 10 mg/ml, Glucagon-like peptide I 200 mg/ml (GLPI-1), Epidermal growth factor 20 ng/ml (EGF), Fibroblast growth factor 10 ng/ml (FGF), Beta-cellulin 10 mg/ml, nicotinammide 10 mM/L, glutamine 2 mM.
Cultures were using adherent conditions for the first 7 days then changed to ultra low attachment dishes (Corning) for a further 2 weeks.
Immunofluorescence
Indirect immunofluorescence was performed on differentiated cells after 2% paraformaldehyde fixation. Cells were permeabilized with methanol (MetOH) for some antigens.
Primary antibodies were diluted according to manufacturer's instructions. The following antisera were utilized: pancreatic duodenal homeobox gene-1 (PDX1), Insulin, C Peptide. Secondary antibodies were Anti-Rabbit IgG Alexa Fluor 488 conjugate, Anti-Mouse IgG Alexa Fluor 488 conjugate. Non-immune rabbit or mouse sera were used as negative controls at a 1:50 dilution.
Ultrastructural analysis
HI-MSCs and BM-MSCs were fixed in 2.5% sodium cacodylate-buffered glutaraldehyde immediately after in vitro differentiation. Pelleted cells were post-fixed in osmium tetroxide in the same buffer, dehydrated in ethanol and embedded in Araldite. Thin sections stained with uranyl acetate and lead citrate were studied in a Philips 400T transmission electron microscope.
Insulin secretion by ELISA
Supernatants from MSCs (HI-MSCs and BM-MSCs) and ILCs (HI-ILCs and BM-ILCs) at standard culture conditions (i.e. prior to glucose challenge) and after stimulation with 25 mmol/l glucose for 2 hours were collected and frozen at 280uC. A nonconditioned medium was used as a negative control for secreted insulin measurement. The insulin release was detected by Insulin ELISA kit (Dako, Italy) according to the manufacturer's instructions.
Sample preparation for proteomics
HI-MSCs and BM-MSCs cell lines, control and differentiated cells, were collected directly from flasks and washed twice in PBS. Cells lysates were obtained using 2DE lysis solution (8 M urea, 4% w/v CHAPS, 40 mM Tris) with added protease inhibitor and benzonase (Sigma) by gentle lysis methods (freeze-thaw lysis) and shaking for 24 hours at room temperature.
Suspensions were centrifuged at 12,000 rpm for 15 min at 4uC, and the supernatants were conserved for 2-DE analysis. Protein concentrations were measured using a DC Protein Assay Kit.
2-DE electrophoresis analysis
The 7 cm ready-made IPG strips, pH 3-10 NL, were rehydrated in the passive mode with a 125 ml total volume contains 150 mg of protein, 2.5% (v/v) ampholine (3-10) and 1%(w/v) DTT. Western blotting for Insulin was performed with 300 ug of protein in the 7 cm ready-made IPG strips, pH 4-7. Isoelectric focusing was carried out in a Protean IEF cell apparatus (Bio-Rad).
In brief, focusing for the 7 cm IPG strips was started at 250 V; voltage was progressively increased up to 4000 V until a maximum of 25000 V-h was reached. Focusing was performed at 18uC with a limit of 50 mA per strip. Once the first dimension separation was terminated, the strip was equilibrated in two steps. The first with 50 mM Tris-HCl, pH 8.8, Urea 6 M, Glycerol 30% (v/v), SDS 2% (w/v) and DTT 1% (w/v) for 15 minutes, and the second step with the same buffer and the same time but with 2.5% (w/v) iodoacetamide instead of DTT.
For the second dimension separation, 10% vertical SDSpolyacrylamide gels were used.
Gels were stained with colloidal Coomassie Blue (18% v/v ethanol, 15% w/v ammonium sulphate, 2% v/v phosphoric acid, 0.2% w/v Coomassie G-250) for 48 hours, destained with water, and scanned using PDQuest software (version 7.2, Bio-Rad); all spots were processed for matrix-assisted laser desorption/ionization mass spectrometry (MALDI-TOF) analysis.
2-DE Western blotting
The small format gel was transferred to a nitrocellulose membrane. Membranes were blocked with 3% w/v BSA in PBS/Tween 20 0.1% (v/v) for 1 hour; membranes were then washed three times with PBS and probed with a 1:200 dilution of anti-Insulin antibody O.N. at 4uC. Membranes were washed six times with PBS, incubated for 1 hour with a 1:1000 dilution of anti-rabbit IgG peroxidase-labeled antibody and immuno-reactivity was detected with an enhanced chemiluminescence kit.
Image analysis
2-DE image analysis was performed using PD-Quest software (Bio-Rad) according to the manufacturer's instructions. The normalization of each individual spot was performed according to the total quantity of valid spots in each gel, after subtracting background values. The spot volume was used as the analysis parameter to quantify protein expression.
In gel Digestion and MALDI-TOF analysis
Coomassie G-stained spots were excised from 2-DE gels; destaining and in-gel enzymatic digestion were performed as previously described [28] . Briefly, each spot was destained with 100 ml of 50% v/v acetonitrile in 5 mM ammonium bicarbonate and dried with 100 ml of acetonitrile. Each dried gel piece was rehydrated for 40 minutes at 4uC in 10 ml of a digestion buffer containing 5 mM ammonium bicarbonate, and 10 ng/ml of trypsin. Digestion was allowed to proceed overnight at 37uC and peptide mixtures were stored at 4uC until assayed. All digests were analyzed by MALDI-TOF (TofSpec SE, MicroMass) equipped with a delayed extraction unit. Peptide solutions were prepared with equal volumes of saturated a-cyano-4-hydroxycinnamic acid solution in 40% v/v acetonitrile-0.1% v/v trifluoroacetic acid. The MALDI-TOF was calibrated with a mix of PEG (PEG 1000, 2000 and 3000 with the ratio 1:1:2) and mass spectra were acquired in the positive-ion mode. Peak lists were generated with ProteinLynx Data Preparation (ProteinLynx Global Server 2.2.5) using the following parameters: external calibration with lock mass using mass 2465.1989 Da of ACTH, background subtract type adaptive combining all scans, performing deisotoping with a threshold of 1%. The twenty-five most intense masses were used for database searches against the SWISSPROT database (release 2011-01 of 11-Jan-11) using the free search program MASCOT 2.3.02 (http://www.matrixscience. com). The following parameters were used in the searches: taxa Homo sapiens, trypsin digest, one missed cleavage by trypsin, carbamidomethylation of cysteine as fixed modification, methionine oxidation as variable modification and maximum error allowed 100 ppm. Only proteins with a Mascot score .55 were taken into consideration.
Statistical analysis
Data from image analysis were used as values of protein expression in 2-DE experiments as previously described [29] . The two-tailed Student's t test was used to verify the significance of the variations of expression of proteins in HI-MSCs and BM-MSCs cells, control and differentiated cells. Experiments were performed in triplicate. Statistical significance was set at pvalues#0.05 (Tables 1, 2, 3) . In 2-DE experiments proteins were classified as differentially expressed if the ratio of the spot intensity between treated cells and control cells was greater than 1.5-fold (protein overexpressed) or lower than 0.5-fold (protein underexpressed). For proteins expressed by all cell populations the ratio is calculated between value of the basal cells (HI-MSCs, BM-MSCs) compared to the mean value of differentiated cells (HI-ILCs, BM-ILCs).
Hierarchical Cluster Analysis
The expression profile of the identified proteins was analyzed with hierarchical cluster analysis to underline similarities between proteins as previously described [30] . The analysis was performed with R software 2.11.1 [31] and the package gplots 2.8.0 [32] . The distance matrix was obtained with the Euclidean method, and the clustering with the furthest neighbour method. The heat map was obtained with the default options contained in the package function and adapted to mark expressed and unexpressed proteins with black and white.
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